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OX40 (CD134) R—HETFTINFRAREMERIAZME, SEEMNCDA" THM ERA, EIRHTHARELE. MREATENF
SEAEREE(EH, OX405SESRMENF-BIIFUATER (JIBcl-xLFBCl-2) MZFRE L, X AT ARMAIICDAT T
MBI RSFZIL-ABM AR, OX40EC(A (OX40L) TEENAIBARBFMISIRABSNFEZMM (APC) L&RiK, OX407H]
OX40Lz BB B {EAXI TR E MR R NAET EXER,
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=: FEHENKRSEM

3.1 BEHRY (FT35EX450 nmA630 nmIGEK);

3.2 SHREEBRB N —RUEREEICXK,;

3.3 AR (IREIFahisEtR) 5

34 EPE (BTFHBIRAERKRIEL);

3.5 K EMSEL (BFIET);

3.6 BT FIEMRE,;

3.7 BFELISASER SR DTSR IS T (EFFINSEUNE 5 7E), 90 Origin, ELISA Calc%,
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m: HF2AD R EF

HXETR B i 58
Microplate FREIMREBITAR - 96 FLIR 8FL X 12% (1
Protein standard PSR - ARTAR 6000 pg/#h 2 #R
Detection antibody, HRP- AT ok S e " o
’ T ,\‘A;l-ll sRYES * * farad faras
conjugated (100 X) HRPARICIMI AR SER (100X) 120 uL/& 18
T3 == NS =
Sample Diluent PT 4B1 i)zﬁ?ﬁﬁ,&' PT 4Bl (BFAmMBE. M3ELASARAE EiEH 30 ML/ 195
Sample Diluent PT 3-ef BEAERR PT 3-ef (FATHMMNAERIELR) 30 mL/#R 1R
Detection Diluent TUAIHERR 30 mL/#R 1R
Wash Buffer Concentrate (20 X) TIEEARR (20X) 30 mL/#R 14
Extraction Reagent R 30 mL/#R 1R
Tetramethylbenzidine Substrate S@EY TMB 12 mL/#E 146
(TMB)
Stop Solution Kb 12 mL/#R 14
Plate Cover Seals HRAR 45K
CTE YR

1. RABEFEEE2-8°CHRMA TEFERONAHEE-20°CHRE THFRILE
2: EFBENEZAE2-8°CERTR

3 BRERIERMIITER EREER

* EAN N RFRRTERHITER, SRIERETESR

** FEFEED

B REFEEFEM

5.1 B RRAIEMA I ER AR TMB E&RK;

5.2 ERIEER, FRFEOAMFESE, WKER, FE, OSHFEE;

5.3 BB ERRIRFIE TR, S mIF7IER;

5.4 TEEABENERNEY, RFMNAFRRZE, REVINZERER, LURSIITIEHRE,

7N HARER
6.1 M3 2 MATAZESE 30 min51000 Xg Bi15 min, BB TEMERRSRE20°CIEM, B S5,
6.2 %%: FIFREDTA FFESUITIREARME R LA, FRASREESE1000 X g BEOLS min, TEMERR SRS 20°CIEM, B %K SRR
(I FABNLMRNER, EIAMFAREETRN).
6.3 4R L 55: WWEIREIESR, 500X g BbS minBX LSS, TEAMERSSRE-20°CHK, BRREH,
6.4 MREYRT: WIS, FETIS (2-8°C) M1 X PBSHE3R, 500X gBiS min. A+, B03E H3& ; IPMSF E4EM AR
iR, SSREERL mMGIRE1X10 TN, AL mLRRESUARR (& PMSF), 7k EZUAR30 min, HislE FEEHEZURE %4, B K
RBEALEE, 8000 X g-10000 X gBINS min, £E_LE, H4/5-80°CT7HK, HABCABERES N A2 NE BB EIRE, B R S
R,
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+: HNES
7.1 %F& (1X) :
WMEFEFR (20X) BRENTH, 3T°CIMAERELIVAMR, R 20HREEHTHE: WERB0 mLIRGERER 20X) , MOAN
570 mL BAKHEBFK, BEEER (1X) o
7.2 HRPiRIZKWHE (1X)
FEFBENED, RL100LGIHTHRE, HRERIMRIBIAITERIARMNSEAH] (100 ul/fL) , SRPRECHIRY R 2 EC%10.1-0.2
mL, #0110 uL HRPARZINFARZE®R (100X) H0 990uL HiikRE BB HITE S, BIRES,
7.3 A
NEIEAERBNAFAERRH TR, NREFAOIEBSITHESTE, PIRER#HIT - ENHRREEHEHITER, R
BB FARRSEERN, FREFEARRIEREHRFEETMN K.
WL T AME. MR BB AR1215R, ARAMBRIFARL4518TERE,; Kk, MENEFNERAIESH
MHERYELEE,
7.4 BEBRENIEM:
KOMALLE. MR LA B35, A2 mLPT 4Bl AERRE AT ESR, KN RAFRIFER, A2 mLPT 3-ef #45HE
BRE S Em, BARIENT:

500 pL 500 uL 500 pL 500 pL 500 500 wL

o> VY VY VYY"

3000 pg/mL 1500 pg/mL 750 pg/mL 375 pg/mL  187.5 pg/mL 93.75 pg/mL 46. 88 pg/mL

Add # pL of Standard
diluted in the previous —_ 500 plL 500 pL 500 pL 500 pL 500 ulL 500 pL
step
# pL of Sample Diluent
2000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
PT 4B1 or PT 3-ef
Ilsd7ll IISdGII "Sd5" "Sd4" Ilsd3II Ilsdzll "Sd 1II
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J\: LT E

KRE, RERAMBANEZEFE20-30min (HRPIFEZEMHAERERFIREFEHER, AN ; EHTIRE
may BFALRABEFIMER, SEifiesk, SRR IRNAKE, FRNEF, ERAFRNMEE,

8.1 RIEXILAE, MEFTEMRINIITIRTE, MRRFMATEIBNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL. SR ARRRR100 UL, RFLDH IS ERRRAANERBERNAFEZAR100 pL/FL, >F
EAEFESE (BWNERMIEREBET, REMEIWIRE, WERLLFREM, 5-10 minFepiifs) ;

8.3 Etrim LR, 37°CHFE2 h;

8.4 ik

1) BAERE GHFER, SRMEIASEREEHSEF) , FRIF, BT

2) FFER (1X) FHRS, SFL350-400 uL, #FGE, BERERTIRE, EERTBAR, BREVENMRILUNRFTIE;
8.5 &FLiN100 pL HRPAREMFHA (1X) (BRIAFIEEEHT.2), ZEHRER, 37°CHFE40 min;

8.6 EESES8.4;

8.7 BESFLINTMBE®EK100 uL, 37°CEHEE 15-20 min QIRENER%, PIEHEK E B8, FEI30 min,(RFE®
YRR TR, ERRYENFFINELTESEN, IEZe, B7ER) ;

8.8 &ik: BFLMALKRIOO L, EeTEt, KILRSTMBEERNMFINF—2;, CIE: IREEMRLKEREMLIER)

8.9 33K L1630 nmARIERAS, FESHRHMYAEA50 nmiB B R FLBIEE (ODME) o AL LERIFS minfA##1Ti5EK, £H7630
MK, BAJEREMRA50 nmik IR

8.10 HiENH: S MIERMFARRODEFHEZFLHIODE, IKREE L, ETIIE DANEmMBVRE NEEIT, ODENHEL
15, EATWERHE (WOrigine ELISACalcs) #H{THSHIE (4-PL) , RIEFANODEMINEMLAHELINGRE, TRUFFE
BIREIF AN TNRE,

BIERIEWT:
=N TTERIRER BeRE
1 | PEREEFA 100Ul [120 9% 4.; BEE3T°CIHE
2 | HRPARIZEMGUA (1X) 100 uL |40 9% 4R BEE3TCHE
3 |E&TMB 100l [15-20 /% TEEHA BEG3T°CHE, Bt
4 | &R 100 UL [0 72%F FRELF -
5 | MAZIBREL630 nmARERFEK, £450 nmNE0DME, I ERINFEE5 28
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9.1 Z2ZfrihE

¥

o (pg/mL) 0.D Average Corrected
Sample Dulient PT 4B1 0.042
Four Parameter Logistic (4-PL) Curve Fit 0 0.0493 0.0457 -
/. =
0.1165
g . 46.88 0.1169 0.1167 0.0711
g 0.1957
% 93.75 0.2005 0.1981 0.1525
g 0.3526
Sou | 187.5 0.3637 0.3582 0.3125
0.6598
375 0.6764 0.6681 0.6225
1.213
} ; : 750 1.2330 1.1873
. 10 100 1000 3000 1.2529
Human CD134/0X40 Concentration (pg/mL) 1500 2.1323 2.1503 2.1046
2.1682 ) )
3.0351
3000 3.0336 3.0344 2.9887
o (pg/mL) 0.D Average Corrected
Sample Dulient PT 3-ef 0.0536
Four Parameter Logistic (4-PL) Curve Fit 0 0.0658 0.0597 -
_—* -
0.154
-‘E . 46.88 0.1545 0.1543 0.0946
g 2 0.247
R*=0.999
2 93.75 0.2529 0.2500 0.1903
£ 0.4026
So.1 - 187.5 0.4111 0.4069 0.3472
0.7156
375 0.7303 0.7230 0.6633
1.2358
: ‘ ‘ 750 1.2366 1.1769
M 100 1000 3000 12373
Human CD134/0X40 Concentration (pg/mL) 1500 2.1369 2.0981 2.0384
2.0592 ) )
3.1167
3000 2.9058 3.0113 2.9516
9.2 REE
RAKREE: 3P FARIREFREIRNESNE 8 'X;
RIENEE E: 3P ARIRERFAEREESENE 16 Ro
RAFBEE (CV) IRIEHETE (CV (&)
A WE  TME (pg/mb)  REE  TREBCV% B WE  TME (pg/mb)  REE BREBCV% ‘
1 8 1,495.4 88.9 5.9 1 16 1,540.1 95.2 6.2
2 8 388.0 104 2.7 2 16 387.2 183 4.7
3 8 208.1 9.7 4.7 3 16 214.2 134 6.2

7/9

USA: Proteintech@ptglab.com
UK & Europe: Europe@ptglab.com

China: Proteintech-CN@ptglab.com ptglab.CO m




9.3 fntx el Z
REASTRRYS, TEITESEEMSEER. B E3RE, #1TAOX40/CDI34MTIMTEIMIRIL, LRINT:

=St R FE (%) SEE (%)
12 91 70-126
INiib
1:4 91 82-101
12 103 99-111
e L5
1:4 109 104-117
1:4 91 85-101
AIERER
1:8 96 86-105
9.4 H&{E
AE/ ¥ - AR, ©NAMBMIZEDRHA0X40/CDI34BTRE,

EFieit] ¥IE (pg/mL) SEME (pg/mL)

AIMERZA (n=15) 52.7 1.7-109.3

EFieit] ¥E (ng/mL) SEE (ng/mL)

AIMIEAFZ (n=16) 110.3 16.2-278.6

M L5 - BEH10% B4 A, 5uM BREZE. 2 mM L-ASREAR. 100 U/mLEBEHEM100 ug/mLESZRAIDMEMIEFEE

7= ASNE M MZLAR(L x 100 cells/mL) » FE10 ug/mL HE¥IIIEEEPHA RISIZIAS R, UKEE4RRE 5%, #MIAOX40/CD134HR

B,
e 5% (pg/mL) \
S ND
R 4229

ND*=Non-detectable

MR R

AOX40/CD134 (pg/mL)
Jurkat4ipE SRR 2230.5 1.2
9.5 RYE

20 EENZFLFIODEM L RERAEERFZINODEF NLERMEI S B NAVKREE, HidFIZ A0X40/CD134MREE
A911.1 pg/mL,
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9.6 £

AMEMABERERIAOXA0/CDI34ER, HEMRERINFAITEE, 48 BNARRBRANNFSHRRIGEEE, &
HRENERTAREEERN, SMsdEnT:
(BRI TSR 2(E, )

A& 4BRf 7B HRERARR
(BEZ<H#5RER PT 4B1) (BEASTEREAR PT 4B1) (BEZSTEREAR PT 3-¢f)
E (%) 98 100 100
e SEE (%) 88-108 - -
E (%) 95 109 99
H SEE (%) 89-102 108-111 98-100
¥E (%) 99 109 103
e SEE (%) 93-105 99-120 100-107
BE (%) 102 103 111
e SEE (%) 97-108 102-105 107-115
9.7 5 5=
FIRFI S FHIRFIRIATIELAAO0X40/CD134, MIN50 ng/mLEL TS T, TRAERX RN,
Human: Mouse:
4-1BB 0X40
B7-1
CD28
CD27
CD30
+: s
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